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Normal subjects and patients with adult-onset diabetes received 10 gm of 
aspirin (1) [50-78-2] in 4 days. On the fourth day, the fasting serum 
glucose and the glucose response to oral glucose were decreased in both 
groups. These changes were assocd. with increased levels of serum insulin 
[9004-10-8] and pancreatic glucagon [9007-92-5] , although the glucagon 
responses to oral glucose were unchanged. In the diabetic patients, I 
therapy was followed by a decreased glucose response to i.v. glucose and 
by the appearance of an early insulin pea]^, which could not be 
demonstrated before treatment. I did not affect the i.v. glucose 
tolerance in normal subjects, although it did enhance the early insulin 
peak. A decrease in the fasting levels of free fatty acids was noted in 
both groups, whereas the fasting level of triglycerides decreased only in 
the diabetic patients. Cholesterolemia jdid not' change in either group. 
In normal subjects, ibuprofen [15687;r'2'7 -1] and Jtetoprofen [22071-15-4] , 
two other presumed prostaglandin inb4!bitors, did not affect fasting 
glycemia, glucose tolerance, or thar insulin response to glucose, 
aspirin blood sugar diabetes; insuAin diabetes aspirin 
; glucagon diabetes aspirin V. 
Diabetes mellitus 

(aspirin effect on glvcagon and insulsin secretion and blood sugar in) 
Blood sugar \, 

(aspirin effect on, in diabetes, glucagon^^^smd insulin secretion in 

relation to) 
50-78-2 15687-27-1 22071-15-4 
RL: BIOL (Biological study) 

(glucagon and insulin secretion and blood sugar response to, in 

diabetes) ) 
9004-10-8, biological studies 9007-92-5, bio lugical " Studies 
RL: BIOL (Biological study) 

(secretion of, aspirin effect on, in diabetes, blood sugar in relation 

to) 
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membranes. 

Compos jLTiions of lyophilised proteins are described 
in M.J. Pikal, Biopharm, October 1990, 25-30. There are 
reported examples of growth hormone formulations with 

5 stabilizing excipients such as mannitol, glycin, 
arginine and lactose. 

In particular, the lyophilisation is described in 
the presence of various substances in their amorphous 
state, as sugars, which increase the collapse 

10 temperature and permit to obtain shorter lyophilisation 
times. However, it is not feasible, according to the 
author, to foresee a standard formulation for all the 
proteins, and the choice of the best formulation 
requires a remarkable selection work. 

15 German patent DE 3520228 describes bioactive 

proteins, including growth hormone, in formulations 
which are stabilized by means of polysaccarides 
comprising repetitive maltotriose units. 

wo 89/09614 describes formulations of human growth 

20 hormone stabilized with glycine, mannitol and a buffer, 
wherein the molar ratio of human growth hormone: glycine 
is 1:50-200. 

US 5122367 patent describes a controlled release 
system for administration of growth hormones, which 
25 comprises the protein and a polysaccaride incorporated 
within a polymeric matrix. 

EP 210039 patent application describes a 
controlled release implant for subcutaneous 
administration to an animal of bovine or porcine growth 
30 hormone, in the form of a matrix containing 40% 
saccharose - 

According to the present invention, hGH may be 
either natura? or synthetic, i.e. produced on the basis 
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Current formulation of hGH lose activity due to 
formation of dimer and higher order aggregates (macro 
range) during formulation processing as well as during 
storage and reconstitution. Other chemical changes, such 
5 as deamidation and oxidation may also occur upon 
storage . 

Human growth hormone is found on the market in 
formulations stabilized for example with mannitol 
Saizen^ and Grorm^ , Serono. 

10 We have now found that saccharose confers a better 

stability to the formulation of hGH and in particular to 
the form of this glycoprotein which has been prepared 
with the recombinant DNA technique. It has also been 
found that saccharose unexpectedly prevents the 

15 formation of a precipitate when the reconstituted 
solutions are shaken. 

The main object of the present invention is to 
provide pharmaceutical compositions comprising a solid 
intimate mixture of human growth hormone and a 

20 stabilizing amount of saccharose, alone or in 
combination of other stabilizing agents. 

A further object is to provide a process for the 
preparation of said pharmaceutical composition, 
comprising the step of lyophilising an aqueous solution 

25 of the components in the containers. Another object is 
to provide a presentation form of said pharmaceutical 
composition comprising the said solid mixture 
hennetically closed in a sterile condition within a 
container suitable for storage before use and suitable 

30 for reconstitution of the mixture for injectable 
substances . 

An other object is to provide a solution for said 
solid mixture reconstituted into an injectable solution. 
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In order to evaluate the excipient's effect on the 
stability of the active ingredients, various 
formulations of recombinant hGH containing 5 or 10 mg 
pro vial have been prepared with various excipients: 

5 saccharose, glycin, mannitol, saccharose plus mannitol 
and mannitol plus glycin. 

The compositions of the various formulations which 
have been prepared are reported in tables 1 and 4* 
The preparation of the lyophilisate was performed by 

10 diluting the bulk of hGH with solutions containing the 
stabilizers all of which in buffers at pH 7,5. 
The obtained solutions were filtered, brought to the 
final volume, filled into the various glass vials and 
lyophilized. 

15 The study of the stability of such formulations 

stored at 4''C, 25''C, 37^*0 and SO^C for 24 weeks, was 
determined through: reverse phase HPLC (RP-HPLC) 
according to the method described by R.M. Riggin et al.. 
Anal. Biochem., 167:199-209, 1987, and size exclusion 

20 HPLC (HPSEC) according to US Pharmacopeia Preview Nov- 
Dec 1990 pag. 1253-1261. The results are reported in 
tables 2-3 and 5-6 where the measure is expressed as per 
cent recovery of hGH in the various formulations. 

The chromatographic assay methodology to evaluate 

25 the per cent recovery of hGH was carried out as 

described by P\kal in Pharmaceutical Research 8, pag. 
428 "Assays". 

In the preformulation phase the effect of pH and 
of the buffer on the stability of the rhGH on freeze 

30 dried form was tested by evaluating the stability at 

50 'C. Tests were carried out on different buffer systems 
prepared with acetic acid, phosphoric acid, succinic 
acid 0.01 M at pH 6.00, 7.00 and 8.00 with NaOH. 
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The results showed that the rhGH stability was not 
affected by the buffer, the formulations were anyway 
more stable at about pH 8-00, 

The selected pH for compositions was 7,5. 

5 Seven freeze dried formulations at rhGH 

concentration of 5 mg/vial were then prepared, using 
both phosphate and succinate buffer at pH 7 , 5 to test 
the compatibility of the active drug with different 
excipients (saccharose 68.4 mg/vial, mannitol 36,4 

10 mg/vial, mannitol/glycine 25+4 mg/vial, 

mannitol/saccharose 32+7,5 mg/vial). The amount of 
excipients was selected in order to have an isotonic 
solution aftev reconstitution with bacteriostatic 
solvent. The filling volume was 1 ml. 

15 Samples, prepared under sterile conditions, were 

stored at 50'C, 37'C, 25"C and 4"C for 24 weeks and 
tested by HPSEC, Reverse phase HPLC. PH and moisture 
content were determined - 

The stability of the reconstituted solutions with 

20 0-3% m-cresol and 0.9% benzyl alcohol at 4'C and 25 
was also studied. 

The HPSEC and RP HPLC were performed as described 
before. 

The pH was determined by pHmeter on one vial 
25 reconstituted with 1 ml of water for injection. 

To determine the moisture content of the lyophilized 
vials, the composition of one vial was suspended in 1 ml 
of 2'-isoproparol, filtered through an Anotop 10, 0,22 um 
Disposable filter (Merck) and injected in Metrohm 

30 Coulometer. 

The results of stability, tested by RP-HPLC 
(Riggin's method), are reported in Table 2. The 
chromatographic profiles of the formulations containing 
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saccharose (HGH/3 and HGH/7 of Table 1) after 24 weeks 
at 50 'C are not different from those obtained at time 
zero. 

At the same temperature a purity decrease of 13 - 
5 22% was found in the formulations containing mannitol 
and mannitol+glycine. 

Data reported in table 3 refer to the results 
obtained by HPSEC analyses. No decrease of rHGH purity 
percentage was found in all the tested formulations, 
10 No significant variation of the moisture content was 
observed during the study in all lyophilized tested 
formulations. 

A decrease of pH was observed at 37 'C and 50 'C for 
lots HGH/5 and HGH/7 of Table 1. 
15 The stability of the reconstituted solutions was 

also studied tnrough RP-HPLC (Riggin's method) and HPSEC 
analyses. 

With RP-HPLC method, after five weeks at 2 5'*C the 
purity decrease was found to be in the range of 30% - 
2 0 50% for samples reconstituted both with benzyl alcohol 
and with m-cresol. After seven weeks at 4'C the 
variation was of about 14%in presence of benzyl alcohol 
and 4% - 8% with m-cresol. 

No variation was observed at 4"C with HPSEC 
25 method; on the contrary a decrease of rHGH purity of 

about 5% was found at 25 "C for all the formulations in 
presence both of benzyl alcohol and m-cresol. 

Results showed that formulations containing 
saccharose and saccharose+mannitol presented a better 
30 stability profile when compared to the other 
formulations. 

On the basis of the results obtained with the 5mg 
compositions, saccharose and mannitol were chosen for 
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the preparation of five freeze dried formulations (Table 
4) contained 10 mg hGH/vial using phosphate and 
succinate buffer at pH 7,5 adjusted with NaOH 2,5 M. One 
formulation contained 68,4 mg/vial of saccharose 

5 (filling voluiiie 1 ml) in phosphate buffer only, the 

others containing 102,6 mg/vial of saccharose (filling 
volume 1,5 ml) and mannitol+saccharose 13 0+4 0 mg/vial 
(filling volume 1,5 ml), both in phosphate and succinate 
buffer. The optimal ratio between saccharose and 

10 mannitol and the filling volume to obtain a product with 
good physical characteristics was adjusted on the basis 
of preliminary freeze drying trials. The optimum ratio 
mannitol/saccharose in terms of freeze dried-cake 
resistance to high temperature was 3:1 

15 and the maximum volume to be freezed dried was 1,5 ml. 

The formulations were submitted to stability tests 
by storing samples at 50'C, 37"C, 25''C and 4'C for 24 
weeks. Samples were submitted to the following 
analytical controls: 

20 HPSEC, RP-HPLC (Riggings method), pH and moisture 
content . 

The stability of the reconstituted solutions with 
0,3% m-cresol and 0,9 % benzyl alcohol at 4'C was 
monitored for 4 weeks. 

25 Samples were submitted to the same controls performed on 
the 5mg dosage as described before. 
The analyses showed the following results: 
The formulations containing 68,4 mg/vial and 102,6 
mg/vial of saccharose in succinate buffer tested by RP- 

30 HPLC analyses, did not show decrease of purity after 24 
weeks storage at all the tested temperatures the results 
are reported in Table 5. 

The formation of degradation products was observed in 
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the other formulations even after 4/6 weeks storage at 
SO'C. 

No decrease of rHGH purity percentage was found in 
all tested formulations by HPSEC analyses, see Table 6. 

5 During the study no variation of pH and moisture content 
was observed in all the tested formulations. 

Studies on the reconstituted solutions containing 
only saccharose were also performed by RP-HPLC (Riggin's 
method) and HPSEC analyses. 

10 After 4 weeks at 4''C, with RP-HPLC method, the 

purity decrease was found to be of about 12% in presence 
of benzyl alcohol and 4% with m-cresol. 
No decrease of rHGH purity was observed at 4'C, with 
HPSEC method, in presence both of benzyl alcohol and m- 

15 cresol. 

To valuate the efficacy of antimicrobial 
preservation, vials of HGH/3 formulation of Table 1, 
were reconstituted with 1 ml of bacteriostatic solvent 
(m-cresol 0,3% or benzyl alcohol 0,9 %) . They were 

20 tested according to European Pharmacopeia up to 21 days 
from seeding. Results are reported in tables 7 and 8. 

The mii.iiaum acceptable efficacy (Minimum criteria) 
was reached for both the preservative solutions. The 
results obtained at zero time, in which the 

25 microorganisms were counted after spiking in both saline 
(NaCl 0,9%) and bacteriostatic solution, seem to 
indicate a higher efficacy of m-cresol vs benzyl alcohol 
mainly for Staphylococcus and pseudomonas that were 
reduced immediately after spiking from 90.000 to 25.000 

30 and from 78.000 to 8.000 UFC/ml, respectively (Table 
7)- 

Furthermore, the Aspergillus disappeared in m- 
cresol after 14 days from seeding (Table 8) and 
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Pseudomonas after 6 hrs. 

The above results indicate that the formulation 
containing 68,4 mg of saccharose, phosphate buffer at pH 
7,5, filling volume 1 ml reconstituted with meta-cresol 

5 0,3% is the one that guarantees the best stability of r- 
HGH both at 5 and 10 mg strength. 

FVAMPLE OF PHARMACEUTICAL MANUFACTURING 
Materials: pure saccharose Ph Eur, BP, Nord, NF 
(mercK) ; H3PO4 Suprapur (Merck) ; NaOH for analysis use 

10 (Merck); water for injectable. 

As containers have been used vials DIN 2R 
(borosilicate glass type I) , rubber closures 
(Pharmagummi W1816 V50) and Alluminium rings and Flip- 
off caps (Pharma -Metal GmbH) . 

15 Preparation of rHGH solution containing saccharose 

(for 1000 vials containing each 10 mg hGH) , 

Saccharose (68,4 g) , H3PO4 (1,96 g) are dissolved 
into water for injectables (800 ml) in order to obtain 
the starting saccharose solution. 

20 The bulk of the hGH (10 g) is added to the saccharose 

solution that, after the pH has been adjusted at 7,5 by 
means of 2,5 M NaOH, is brought to the final volume of 
1000 ml- The solution is filtered through a 0,22 um 
Durapore sterile filter (Millipore) . During the process 

25 the solution temperature is kept between 4' and 8'C. 
The solutions containing different excipients or a 
different active drug dosage have been prepared in a 
similar manner. 



30 Filling up and lyoohilisation 

The vials are filled up with 1 ml of HGH sterile 
solution , transferred to the freeze dryer and cooled at 
-45 'C for 6 hrs, at least. The lyophilisation_ is started 
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-11- 

^j^g teuper 2ture of -45''C with a vacuum of 0,07 mBar. 
The heating is performed according to the following 
scheme:+10'C for 12 hrs. ; then +35-C until the end of 
the cycle. 
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CLAIMS 

1. A pharmaceutical composition comprising a solid 
intimate mixture of human growth hormone (hGH) and a 
stabilizing amount of saccharose, alone or in 
combination with other excipients. 

5 

2. A pharmaceutical composition according to Claim 1, 
wherein the solid intimate mixture is a lyophilisate. 

3. A pharmaceutical composition according to Claim 1, 
10 wherein the hGH is recombinant. 

4. A pharmaceutical composition according to any of 
Claims 1 to 3 wherein the stabilizing agent is 
saccharose alone. 

15 

5. A pharmaceutical composition according to any of 
Claims 1 to 4 wherein the stabilizing agent is 
saccharose in combination with mannitol* 

20 6. A pharmaceutical composition according to any of 
Claims 1 to 5, containing 5 or 10 mg/vial of hGH. 

7. A pharmaceutical composition according to any of 
Claims 1 to 6 containing a buffer solution selected from 

25 acetate buffer, succinate buffer and phosphate buffer. 

8. A pharmaceutical composition according to any of 
Claims 1 to 7 wherein the buffer solution is phosphate 
buffer. 

30 

9. A pharmaceutical composition according to any of 
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' Claims 1 to 8 wherein the pH of the solution is within 
the range 6.0 to 

10. A phairmaceutical composition according to any of 
5 Claims 1 to 9 wherein the pH of the solution is 7,5. 

11. A pharmaceutical composition according to any of 
Claims 1 to 10 comprising 5 or 10 mg/vial of hGH, 68,4 
mg/vial of saccharose and phosphate buffer at pH 1,5. 

10 

12. A process for preparing a pharmaceutical composition 
according to any of Claims 1 to 11 comprising the 
preparation of an aqueous solution of the components, 
the distribution within containers and the 

15 lyophilisation in the containers. 

13. Forms of presentation of said pharmaceutical 
composition comprising the solid mixture according to 
any of Claims 1 to 11, hermetically closed in a sterile 

20 condition within a container suited for storage before 
use and for reconstitution of the mixture into a 
solvent or into a solution for injectables. 

14. A solution comprising the solid mixture according to 
25 Claim 13, reconstituted in a solvent or a solution for 

inj ectables. 

15. A solution according to Claim 14, wherein the 
solvent is a bacteriostatic solvent. 

30 

16. A solution according to Claim 15, wherein the 
bacteriostatic solvent is m-cresol 0,3%. 



INTERNATIONAL SEARCH REPORT 



tnte. JonaJ AppItcACion No 

PCT/IT 94/00086 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC 6 A61K38/27 



According to Intemationai Patent Qaaincadon (IPC) or lo both naconal clasflfication and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

IPC 6 A61K 



DocumenUtion searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practical, search tenns used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category ' Citation of docmient, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



wo, A, 93 12812 (NOVO NOROISK A/S) 8 July 

1993 

see page 8, line 22 - page 9, line 15 
see page 14, line 24 - page 16, line 10 

US, A, 5 122 367 (EYAL RON ET AL.) 16 June 
1992 

cited in the application 

see column 2, line 49 - column 3, line 26 

Wa,A,94 03198 (GENENTECH, INC.) 17 
February 1994 

see page 4, line 26 - page 7, line 30 

EP,A,0 303 746 (INTERNATIONAL MINERALS AND 
CHEMICAL CORPORATION) 22 February 1989 
see page 3, line 9 - page 4, line 12 
see page 4, line 35 - line 56 

-/-- 



1-16 



1-16 



1-16 



1-16 



m 



Further documcnK are listed in the continuation of box C. 



HI 



Patent family members are l»ted in annex. 



' Special categories of cited documents : 

'A' document defining the general state of the art which is not 

considered to be of parocular relevance 
E' earlier document but published on or after the iniemational 

filing date 

'L' document which may throw doubts on priority daimfs) or 
which is dted to establish the publicaticm date of another 
dcation or other tpcdai reason (as ifpecifted) 

'O' document referring to an oral disclosure, use, exhibition or 
other means 

P* document published prior to the international filing date but 
later than the priority date claimed 



later doomient published after the intemationai filing date 
or priority date and not in conflict with the application but 
deed to understand the prindplc or theory underiying the 
invention 

'X' document of particular relevance; the daimed invention 
cannot be considered novel or cannot be conadered to 
involve an inventive step when the document is taken alone 

'Y' document of particular relevance; the daimed invention 
cannot be considered to involve an inventive step when the 
document is comtened with one or more other auch doeu- 
ments, such combination being obvious to a penon skilled 
in the ait. 

'A' document member of the same patent family 



Date of the actual eompletion of the intemationai search 



22 February 1995 



Date of mailing of the intemationai search repoit 



2 7.(e.95 



Name and mailing address of the ISA 

European Patent Office, P B. 58) ^ Patentlaan 2 
NL - 2280 HV Rijswijk 
Td. (+31-70) 340.2040, Tx. 31 651 epo nJ, 
Fac ( + 31-70) 340-3016 



Authorized officer 



Renipp» G 



Poim FCT/ISA/aiO (ncond ihtci) (July 1992) 



page 1 of 2 





INTERNATIONAL SEARCH REPORT 


Inlc. jonaJ Apphcation No 

PCT/IT 94/00086 


C.(Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT 


Category ' 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


A 


W0,A,93 19773 (PITMAN-MOORE. INC.) 14 
October 1993 


b 





0 



Form PCT/ISA/210 (ODpiInuition of lecond ihccl) (July 1993) 



page 2 of 2 



INTERNATIONAL SEARCH REPORT 

[nformaiion on patent Tamiiy members 



fntc«- ^uonal Application No 

PCT/IT 94/00086 



Patent document 
cited in search report 


Publicalion 
date 


Patenl family 
member(s) 


Publication 
date 


WO-A-9312812 


08-07-93 


AU-B- 


3344693 


28-07-93 






CA-A- 


2125855 


08-07-93 






EP-A- 


0618807 


12-10-94 






FT-A- 
r 1 A 




17-06-94 






NO-A- 


942300 


19-08-94 


US-A-5 122367 


16-06-92 


NONE 






WO-A-9403198 


17-02-94 


AU-B- 


4792793 


03-03-94 


EP-A-0303746 


22-02-89 


HU-A- 


44706 


28-04-88 


WO-A-9319773 


14-10-93 


AU-B- 
CA-A- 
CN-A- 


4278393 
2133737 
1078910 


08-11-93 
14-10-93 
01-12-93 



Fom PCT/ISA/310 (patent family innez) <Juty 1993} 



